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n/l (b) repeatedly replicating the cells ftom step (a)/produce a number of 

PX , venerations of progeny cells while selecting for cells which h^udc the selection marker, so as to 

^^^^^;„eycellsandproancepr„genycellshavingmn^ integrated copiesoftheexo^ 

DNA. 





7 



— n. (Amended) A meThoionntegrati^^^^^^ 

reiterated chromosomal DNA of cells, comprisi 

transformingyeastcellswitha^icativeandintegrativeplasmidcomprtstngan 

a„tonolreplicatingsc,nence;exogeno/DNA,a„daselec.i„nmar.er,«,eexog»^^ 
being flanked on each end by a DNA se,u/„ce hc»o!2gous-.o.-rei.e*d.S-e,uence of DNA 

the host; 
(ii) 



repeatedl(;;i;^V "ansformed yeast cells ftom step (i) to produce a 
number of generatiorisof^SiS^/^^^^^ selecting for cells which include the seleCon 
Ler,^;o as\o promote retent,/n,Oher^^ — - ^--^ ""^ 

p^geny cells anl^^in progenTcells each containing multiple integrated copes of the 

exogenous DNA; and / .^^ j^W^ 

(iii) replicatiUfe — , 
p.ogeny cells in U>e absence/^^lection for cells which include the selection marker, so as . 
roLtethelossof^^plaiid in subse,uentgenerationsofprogenycellsand recover yeas 

!1 each cont^nin^^ultf e copies of Ute exogenous DNA integrated into tts chromosomal 



DNA. 




25 (Amended) (GiS^wMchfet/nts xylose to ethanol,$om_pns,ngi 
a-yelThaving multi^KSpies of e/e„ous DNA integ^ted into chromosomal DNA of 

the ye^ViiS^'xogenous DNA includin/enes encoding xylose reductase, xyhtol 

dlXgena^lxylulokina^ 
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retaining its capacity for fermenting xylose^ ethanol when cultured under non-selective 
conditions for at least 20 generations. 




28. (Amended) A plasmid vector comprising a fimctional yeast autonomous 
replicating sequence and an exogenous DNA comprising a first selection marker, the exogenous 
DNA flanked on each end by a DNA flanking sequence which is homologous to a reiterated 



ribosomal DNA sequence of the target yeast cell, the plasmid further including a second section 




marker in a position other than between the DNA flanking sequences, the plasmid vector for use 
in integrating the exogenous DNA sequence into chromosomal DNA of a target yeast cell. 




29. (Amended) A plasmid vector comprising a functional j^east autonomous 

replicating sequence and exogenous DNA including genes encoding xylose reductase, xylitol - 

dehydrogenase, and xylulokinase flanked on each end by a DNA flanking sequence which is — ■ r o 

— -"""""^^ — tA-v-'^ y^^^ 

\ homologQiis^to a reiterated DNA sequence of the target yeast cell, (th^lasmid vector for use in 

integrating the exogenous DNA sequence into chromosomal DNA of a yeast to form stable 

integrants which ferment xylose to ethanol^ 



30. (Amended) A method for forming C9ils having multiple integrated copies of an 
exogenous DNA fragment, comprising: 

replicatin^celisNhaving reiterated genomic DNA and which contain a replicative and 
integrative plasmid comprising an autononipus replicating sequence and containing tlie \ 
exogenous DNA to produce multiple generations of progeny cells while selecting for cells which 
include the selection marker, so as to promote the retention )of the replicative and integrative 
plasmid in subsequent generations ofihe progeny cells and produce progeny cells having 
multiple integrated copies of the exogenous DNA. 




3 1 . (New) The yeast of claim 1 wherein the yeast maintains xylose fermenting 
capability after culture in non-selective medium. 
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32. (New) The method of claim 14 wherein the cells are yeast. 
(New) The method of claim 30 wherein the cells are yeast. 



34. (New) A plasmid vector comprising a functional yeast autonomous replicating 
sequence and exogenous DNA flanked on each end by a DNA flanking sequence which is 
homologous ^o a reiterated ribosomal DNA sequence of the target yeast cell, the plasmid further 
comprising a selection marker in a position other than between the DNA flanking sequence^^e^ 
plasmid vector for use^in integrating an exogenous DNA sequence into chromosomal DNA of a 
target yeast cell. 



